1. Culture pots containing soybean plants inoculated with SCN were maintained for three or more months. To collect cysts from stock pots, cut the stem at the soil line of a soybean plant from a stock pot inoculated with SCN for three months. The ball of roots and soil were placed into a two gallon bucket containing water to loosen the root system from the soil ball ( Figure 1 ). How to make a soybean cyst nematodes culture pots was described in Matthews et al. (2013) . 2. The roots were placed on nested sieves, #20 on top and #100 on the bottom, as shown in Figure 3 . The roots were gently massaged with the fingers and rinsed under running water to collect the cysts and the females on the #100 sieve. Figure 3 . Nested sieves, #20 on top and #100 on the bottom 3. The cysts were collected at the edge of the screen by gently washing the inside of the screen with running water. Water containing cysts were gathered at the edge of the screen. The cysts were rapidly poured into a sterile 500 ml plastic beaker.
4. Cysts remaining in the soil-water mixture in the bucket were separated from the soil by stirring with a stick. The water was poured into the nested sieves, #20 on top and #100 on the bottom, and the cysts and females were collected on the #100 sieve. This step was repeated for 4 to 5 times. 7. To clean the females and cysts further, they were poured into a 1 L glass beaker. The cylinder was rotated while pouring to recover the females stuck on the walls of the cylinder. The solution from the beaker was poured into a 3 inch diameter #100 sieve and rinsed well to remove the sucrose solution. The sieve was rinsed and contents collected in a 250 ml beaker.
8. To clean the females from any remaining root debris, the beaker was rotated to resuspend the females and cysts and allowed to settle a few seconds. The females and cysts were allowed to sink to the bottom of the beaker, because they are heavier than most of the root debris. The root debris was discarded by pouring the water into a glass beaker, leaving the females and cysts in the beaker bottom. This step is repeated several times until most of the root debris was removed. 12. To inoculate the roots of soybean plants, the plants were grown in sterile sand for 4 weeks. Immediately before inoculation, the plants were watered well then allowed to drain to keep them hydrated. Two holes about 1.5 to 2 cm deep, and 0.5 to 1 cm from the stem were made in the sand on either side of the plant. The solution of nematodes was gently swirled during the inoculation period to keep the nematodes suspended evenly and aerated. A 10 ml pipette was used to measure and dispense the solution of J2 nematodes. To each hole 1 ml of a 1,000 J2/ml solution was added for a total of 2,000 J2/plant. The hole was gently filled with sand. The plants were not watered for two days to give the juveniles a chance to find and migrate into the roots.
13. After 30-35 days the females were harvested from each plant, as described in steps 2 and 3. The sand ball containing the soybean roots with nematodes was gently placed in a 1 L plastic beaker. Much of the sand was removed by gently massaging the roots over a beaker. The beaker containing the water and sand were retained for collection of cysts and females. The cell packs or pots were rinsed, and the solution was http://www.bio-protocol.org/e1707 Vol 6, Iss 2, Jan 20, 2016
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collected to obtain females that may have adhered to the walls. The solution containing the cysts and females were poured into another and labeled. The roots were gently rubbed under running water to dislodge the cysts and females onto a pair of nested sieves. The #20 sieve allowed the cysts to pass through while keeping out larger debris. The cysts and females were retained on the #100 sieve. The cysts and females were poured into a clean labeled beaker. Cysts and females that were in the sand and in water used to rinse the walls of the pot were collected by passing the water through the nested sieves. More water was added to the beaker and swirled to release cysts and females trapped in the sand. The water was passed through the sieve. This process of rinsing the sand to obtain cysts and females was repeated three times or until the water was clear after swirling. The roots were saved in labeled 100 ml plastic beakers for dry weight measurements.
14. The cysts were collected on a lined 90 mm Whatman filter circle using a Fleaker filtration unit (Figure 7) . Water was added to wet the filter. The collected nematode solution was added under vacuum. The filter was removed from the unit and a lid was placed on a disposable standard Petri plate. The cysts were counted under a dissecting microscope. The dry weight of each root was recorded in a spreadsheet. 
